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1, Jerry E. Manning, hereby declare that 

1. la». Chair oflheDepartaent of Molccolar Biology and Biodiemistry at 
- U "'~^o- - W- have been empfcyed as such for nine y^7 
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*. field of b,ochenustry fo, thirry-two ye„. 1 ba». aufcored or colored numcrou^ 
—jouma, aructe, which are lis,* in my ^.n, ^ ^ 



fom,* 2 ' '^'^^^'^'W'^"^ Wievelhat^iea^gsset 

»zzrr y ^ a pa5on hi * ns ^ *" " *« -»» — 
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know* « the „ for example, ohlsson «■ al.. * ,. n* , fo/39 , 5): mmm W 
and Feme™™ et al., Naunyn Schmiedebergs Arch Pharmacol 352(4): 351^4 0995)) 
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et al.. Hum. Mutau 6(3): 199-209 (1995); Tuchman et al., Hum. Mutat. 2(3): 174-8 
(1993)). Additionally, methods for DNA vector construction were known in the art (see, 
for example, Molecular Cell Biology, Darnell, J. 248-262 (1986); Nischt ct al., Bur J 
Biochem. 200(2); 529-536 (1991)). Moreover, on page 8, line 22, through page 22, line 

21, the specification teaches how to construct a DNA vector using a human promoter and 
a human 3' splice sequence. 

Using the specification as a guide, one of ordinary skill in the art would have been 
ablo to select an appropriate human promoter and an appropriate human 3' splice sequence 
and then construct a DNA vector in accordance with the teachings of the present 
invention. Choosing combinauons of promoters, splice sites, and poly A sequences would 
have been a matter of routine laboratory experimentation. Furthermore, on page 22, line 

22, through page 25, line 17, (he specification provides guidance for using the constructed 
vectors. Additionally, the specification provides a framework for using the vectors to 
induce an immune response. It would have been a matter of routine to screen vectors for 
the ability to induce an immune response with a reasonable expectation of success. Since it 
is well-established that an antigen will induce an immune response in humans (see, for 
example, Fioreetal.,^ Gen. Virol. 76 (Pt 8): 198 1 -8 (1 995)), one would have reasonably 
expected success in using the present inventive vector constructs to induce an immune 
response upon administration to humans. 

3. I hereby declare that all statements made herein of my own knowledge are 
true, that all statements made on information and belief are believed to be true, that these 
statements were made with the knowledge that willful false statements and the like so made 
are punishable by fine or imprisonment, or both, under Section 1 001 of Title 1 8 of the United 
States Code, and that such willful false statements may jeopardize the validity of the 
application or any patent issued thereon. 
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VACCINES 

DECLARATION UNDER 37 CF.R. § U32 OF EDWARD NELSON 

Commisioner for Patents 
Washington, D.C. 20231 

I, Edward Nelson, hereby declare that: 

1 . I am an inventor of the subject matter disclosed and claimed in the above- 
identified application. 

2. A person having ordinary skill in the art would have known of numerous 
human-derived 3* splice sequences, other than the specific 3' splice sequences disclosed in 
the above-identified application, before August 14, 1996. The following references arc 
examples of prior art references that teach 3' splice sequences: Blumenfeld et al, Hum. 
Mutat 6(3): 199-209 (1995) andTuchmaii et &l } Hum. Mutat. 2(3): 174-8 (1993). 

3. Sustained expression of a humanized polynucleotide vector is unnecessary 
to elicit an immune response, as demonstrated below, and, in the context of the present 
invention, can be undesirable as persistent antigen is well known to elicit immune 
tolerance or anergy. Data (appended herein a$ Exhibit 1) were collected from an in vitro 
cellular proliferation assay. In this assay, splenocytes from pITL-rNeu immunized 
animals (immunized one every three weeks for a total of three immunizations) were 
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incubated for 5 days in media, alone (negative control), or with concavalin A (positive 
control), or with Rat 2 (specificity control), or with 13762 mammary tumor. Rat 2 is a 
syngeneic transformed fibroblast derived tumorigenic cell line that does not express rat 
neu whereas the syngeneic 13762 tumor modestly over expresses rat neu. Tritiated 
thymidine was added to the cultures for the final 18 hours and cells were harvested with 
incorporated 3 H thymidine determined by scintillation counting. These data support 
induction of antigen specific immunity by using this vector for an anti-tumor DNA 
immunization strategy. 

Additionally, data (appended herein as Exhibit 2) depict results from an in vivo 
tumor challenge experiment The data show results from three cohorts of animals (rats). 
Rats in cohort # 1 were untreated but similarly housed as rats from the other cohorts. Rats 
in cohort # 2 were immunized once every three weeks for a total of three immunizations 
with 100 \xg of the pITL vector backbone (lacks target antigen). Rats in cohort # 3 were 
immunized once every three weeks for a total of three immunizations with 100 \ig of the 
pITL-rNeu (expressing a tumor target antigen) vector backbone (lacks target antigen). 

Eleven weeks into die experiment (two weeks after completion of the 
immunization sequence in cohorts 2 & 3) all animals received a tumor (13762) challenge. 
Animals were euthanized at a designated tumor volume without regard for treatment This 
data shows that cohort # 3, rats immunized with pITL-rNeu, had significantly delayed 
tumor out growth relative to cohorts 1 and 2. This data supports the induction of anti- 
tumor immunity by this vector backbone expressing an appropriate tumor target antigen. 

4. I hereby declare that all statements made herein of my own knowledge are 
true, that all statements made on information and belief are believed to be true, that these 
statements were made with the knowledge that willful false statements and the like so 
made are punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of 
the United States Code, and that such willful false statements may jeopardize the validity 
of the application or any patent issued thereon. 
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